Acute lung injury (ALI) is characterized by pulmonary endothelial and epithelial cell damage, and loss of the alveolar-capillary barrier. We have previously shown that P2X7 receptor (P2X7R), a cell death receptor, is specifically expressed in alveolar epithelial type I cells (AEC I). In this study, we hypothesized that P2X7R-mediated purinergic signaling and its interaction with Wnt/b-catenin signaling contributes to AEC I death. We examined the effect of P2X7R agonist 2 0 -3 0 -O-(4-benzoylbenzoyl)-ATP (BzATP) and Wnt agonist Wnt3a on AEC I death in vitro and in vivo. We also assessed the therapeutic potential of Wnt3a in a clinically relevant ALI model of intratracheal lipopolysaccharide (LPS) exposure in ventilated mice. We found that the activation of P2X7R by BzATP caused the death of AEC I by suppressing Wnt/b-catenin signaling through stimulating glycogen synthase kinase-3b (GSK-3b) and proteasome. On the other hand, the activation of Wnt/b-catenin signaling by Wnt3a, GSK-3b inhibitor, or proteasome inhibitor blocked the P2X7R-mediated cell death. More importantly, Wnt3a attenuated the AEC I damage caused by intratracheal instillation of BzATP in rats or LPS in ventilated mice. Our results suggest that Wnt3a overrides the effect of P2X7R on the Wnt/b-catenin signaling to prevent the AEC I death and restrict the severity of ALI.
Acute lung injury (ALI) and its severe form, acute respiratory distress syndrome (ARDS), are life-threatening diseases caused by a variety of reasons, including sepsis, trauma, and pneumonia. 1 The alveolar epithelium consists of alveolar epithelial type I cells (AEC I) and alveolar epithelial type II cells (AEC II) and is believed to have an important role in the pathogenesis of ALI. AEC I cover most of the alveolar surface area and are the primary barrier of defense against the variety of insults. 2, 3 They are more sensitive to injury in comparison with other lung cells. Damage of AEC I is observed in all kinds of ALI, leading to the deficiency of gas exchange and disruption of fluid clearance. The molecular mechanisms of AEC I death during ALI have been studied to some extent including the regulation of several signaling pathways, such as TGF-b pathway, NFkB pathway, and Fas/FasL-mediated pathway. 4 Wnt is a family of secreted glycoprotein and has an important role in development, tissue regeneration, and cell fate determination. 5 In the absence of Wnt ligands, the intracellular b-catenin is phosphorylated by glycogen synthase kinase-3b (GSK-3b) and degraded in proteasomes. The binding of Wnt ligands with frizzled receptors leads to the disruption of GSK-3b-mediated phosphorylation of b-catenin and thus attenuation of proteasome-mediated degradation. The stabilized b-catenin then translocates into the nucleus, where it binds to T-cell factor (TCF)/lymphoid enhancer factor (LEF) transcription factors to increase the transcription of its downstream genes. We have previously shown that pleiotrophin and miR-375 regulate Wnt/b-catenin signaling during alveolar epithelial cell differentiation. 6, 7 Recent studies reveal essential roles of Wnt/b-catenin signaling in the pathogenesis of several lung diseases, including pulmonary fibrosis, 8, 9 asthma, 10 and chronic obstructive pulmonary disease (COPD). 11, 12 Activation of Wnt/b-catenin signaling promotes AEC II survival, 13 whereas deletion of b-catenin in AEC results in an increased AEC death in bleomycin-induced lung injury model. 8 Transepithelial migration of neutrophils also activates Wnt/b-catenin signaling in AEC II and accelerates the epithelial repair.
14 Thus, it is important to explore the potential contribution of Wnt/b-catenin to AEC I damage during ALI.
P2X7 receptor (P2X7R) is a transmembrane ligand-gated ion channel receptor activated by extracellular ATP. 15 We have previously found that P2X7R is specifically expressed in AEC I and regulates lung surfactant secretion. 16, 17 However, high concentrations of ATP or sustained stimulations could lead to apoptosis or necrosis in P2X7R-expressing cells. 18, 19 P2X7R knockout mice have shown a protective phenotype in lipopolysaccharide (LPS)-induced ALI. 20 Together with its ability to modulate pulmonary inflammatory response, 21 P2X7R could act as a potential regulator of AEC I cell death in response to pathological insults.
In this study, we reported for the first time the important integration of Wnt/b-catenin signaling and P2X7R-mediated purinergic signaling in AEC I death during ALI. The finding could be translated into a new therapeutic approach.
Results
P2X7R expression in lung cells. We have previously shown that P2X7R is specifically expressed in AEC I of the lung. 16 Here we examined the expression of P2X7R in several lung cell lines using western blot analysis. HEK293-P2X7R cells, stably transfected cell line with P2X7R, were used as a positive control. P2X7R expression was observed in E10, an AEC I cell line and MLE15, a lung epithelial cell line. However, HEK293 (a human epithelial kidney cell line), R3/1 (a rat AEC I cell line), A549 (a human carcinoma AEC II cell line), Pre-TII (a rat fetal AEC II cell line), H441 (a human lung papillary adenocarcinoma epithelial cell line), RLE-6TN (a rat lung AEC II cell line), and RFL-6 (a fetal lung fibroblast cell line) had no P2X7R expression (Supplementary Figure  S1a in the online data supplement). The mRNA expression of mouse P2X subunits was further analyzed using PCR. P2X3R, P2X4R, P2X6R, and P2X7R subunits were highly expressed in E10 cells. The expression levels of P2X1R and P2X5R subunits were barely detectable, and P2X2R had no expression in E10 cells. All of the P2X subunits were expressed in the lung tissue (Supplementary Figure S1b) .
Prolonged activation of P2X7R causes cell death. As P2X7R is well known as a cell death receptor, we tested cell viability upon the activation of P2X7R in E10 cells. Treatment of E10 cells with 2 0 -3 0 -O-(4-benzoylbenzoyl)-ATP (BzATP), a potent P2X7R agonist, for 12 h significantly decreased cell viability in a dose-dependent manner as measured with MTT assay and counting cell numbers (Figure 1a and Supplementary Figure S2a) . Direct cell lysis was monitored by lactate dehydrogenase (LDH) release. High doses (4200 mM) of BzATP dramatically increased LDH release from dead cells (Figure 1b) . To determine the specificity of BzATP, oxidized ATP (oATP, a P2X7R antagonist) was utilized to block P2X7R activity. Pre-incubation of E10 cells with 500 mM oATP totally attenuated the BzATP effect on cell viability ( Figure 1c ) and LDH release (Supplementary Figure  S2b) . We have previously shown that adenovirus-based shRNAs significantly reduce P2XR protein levels in E10 cells. 17 The knockdown of P2X7R under the same conditions also inhibited the BzATP-induced reduction in cell viability ( Figure 1d Activation of P2X7R suppresses Wnt/b-catenin signaling. Wnt/b-catenin signaling is important for cell proliferation and survival. 5 We determined whether P2X7R-mediated cell death is due to downregulation of the Wnt/b-catenin signaling. Several components of Wnt/b-catenin signaling were analyzed after BzATP treatment. Western blot analysis demonstrated that activated b-catenin and, to a lesser extent, total b-catenin were downregulated by BzATP treatment (Figure 2a ). Proliferating cell nuclear antigen (PCNA) and B-cell lymphoma 2 (Bcl-2), classic cell survival proteins were reduced as well (Figure 2a ). To further determine the effect of BzATP on b-catenin/TCF/LEF activity, dual-luciferase assay was used to determine the activities of TOPflash, a TCF/LEF reporter plasmid expressing firefly luciferase. BzATP significantly decreased TOPflash activity. However, BzATP had no effect on the activity of FOPflash, a plasmid containing a mutated TCF/LEF-binding site (Figure 2b ). Furthermore, we examined the mRNA expression of several Wnt/b-catenin downstream genes: Bmp4, Axin2, Cyclin D1, and Cyclin E1. Real-time PCR showed that the expression of all these four target genes was inhibited (Figure 2c and Supplementary Figure S4 Activation of P2X7R stimulates GSK-3b and proteasome activities. As Wnt3a is known to inhibit GSK-3b, resulting in the activation of Wnt/b-catenin signaling, 5 we examined whether the downregulation of the Wnt/b-catenin pathway by P2X7R is through the stimulation of GSK-3b. We monitored the phosphorylation of Y216, an activated form of GSK-3b, and the phosphorylation of S9, an inactivated form of GSK-3b. The activation of P2X7R by BzATP increased the phosphorylation of Y216 and decreased the phosphorylation of S9 in GSK-3b without affecting the total GSK-3b expression ( Figure 4a ). The result indicates that BzATP stimulates GSK-3b activity. As expected, LiCl, a selective inhibitor of GSK-3b, activated Wnt/b-catenin signaling as indicated by the translocation of b-catenin into the nucleus (Supplementary Figure S6) and reduced BzATP-mediated cell death (Figures 4b and c) .
As phosphorylated b-catenin by GSK-3b can be degraded through the ubiquitin-proteasome system, 5 we determined whether BzATP affected proteasome activity. The treatment of E10 cells with BzATP increased proteasome activity by onefold ( Figure 5a ). Furthermore, MG-132, a proteasome inhibitor, blocked BzATP-mediated reduction of cell viability and increase in LDH release (Figures 5b and c).
Wnt3a reduces AEC I death in BzATP-induced ALI in rats. To further investigate the role of P2X7R in AEC I death, BzATP was intratracheally instilled into the lung of rats. Histological examination of lung tissues showed evidence of diffused lung injury with significant alveolar septal necrosis and edema formation seen in BzATP-treated mice ( Figure 6A ). Bronchoalveolar lavage (BAL) cell analysis indicated that activation of P2X7R led to a 3.2-fold increase in alveolar macrophages. However, no significant neutrophil infiltrations were observed ( Figure 6B ). BAL protein level was elevated by BzATP (Supplementary Figure S7) . LDH activity in BAL, representing necrotic cell death, was also increased by BzATP treatment ( Figure 6C ). An increase in T1a, an AEC I marker, was observed in BAL of the BzATP-treated group, indicating AEC I damage ( Figure 6D ). Instillation of Wnt3a_CM together with BzATP dramatically reduced the number of alveolar macrophages in BAL and BAL protein concentration in comparison with Con_CM ( Figure 6B and Supplementary Figure S7 ). Wnt3a also significantly decreased LDH and T1a release caused by BzATP (Figures 6C and D) . It was noted that both protein concentration and LDH activity in BAL were higher in Con_CM than in the PBS group. This is likely because of the existence of proteins and LDH in the conditioned medium (CM). These results indicated that Wnt3a can limit AEC I death induced by activation of P2X7R in rats.
Wnt3a reduces AEC I death during LPS-induced ALI in a ventilated mouse model. As bacterial infection and mechanical ventilation (MV) are two major causes of ALI/ARDS in clinical situations, we further took use of a two-hit mouse model of ALI, 22 which account for the influences of both factors: LPS as bacterial infection and noninjurious MV as clinical MV support. In comparison with the Con_CM group, Wnt3a_CM dramatically reduced the protein concentration in BAL fluid (Figure 7a ). LDH activity in BAL was also decreased 40% in the Wnt3a_CM-treated group (Figure 7b ). Most importantly, T1a in BAL was 70% less in Wnt3a_CM-treated group than the control group (Figure 7c ). These results indicated that the activation of canonical Wnt/b-catenin signaling can significantly reduce AEC I death during ALI.
Discussion
In this study, we investigated the mechanisms of P2X7R-mediated AEC I death during ALI. We found that the activation of P2X7R caused AEC I death at least partly by depressing the Wnt/b-catenin signaling pathway via GSK-3b and proteasome. The activation of the Wnt/b-catenin signaling or inhibition of GSK-3b or proteasome prevented P2X7R-mediated AEC I death. Furthermore, Wnt3a significantly reduced the AEC I damage caused by intratracheal instillation of BzATP in rats and LPS exposure in a ventilated mouse model. ATP-induced cell death has been observed in P2X7R-expressing cells and can be blocked by P2X7R inhibitors. 18, 19 We have previously shown that P2X7R is highly expressed in AEC I in the lung. 16 This gives us an idea that P2X7R might mediate AEC I death. This is supported by our current data showing that the treatment of E10 with BzATP, a specific P2X7R agonist, decreased cell viability in a dose-dependent manner, which was blocked by oATP, a P2X7R antagonist.
Activating Wnt/b-catenin signaling inhibits apoptosis induced by activating the intrinsic or mitochondrial pathway, such as starvation or hydrogen peroxide, 23 or the extracellular or receptor pathway, such as TRAIL and TNF-a. 23 Blocking the Wnt/b-catenin pathway prevents cell proliferation and results in apoptosis or necrosis. 24 BzATP-induced AEC I death is likely through downregulating the Wnt/b-catenin signaling pathway since we observed BzATP activated GSK-3b and proteasome activity and decreased b-catenin protein level.
The high level of extracellular ATP released under pathological conditions could be one of the major factors in the pathogenesis of ALI. 25 Extracellular ATP-induced cell death has been observed in inflammatory diseases, including colitis, 26 spinal cord injury, 27 and glomerulonephritis. 28 It is likely that in ALI, a high level of extracellular ATP acts on P2X7R and induces cell death by apoptosis and/or necrosis. P2X7R-deficient mice have a protective phenotype in LPSinduced ALI 20 and bleomycin-induced lung fibrosis 25 in terms of attenuated inflammation. P2X7R is also involved in the pathogenesis of several chronic lung inflammatory diseases such as asthma and emphysema, in which it functions as an inflammatory mediator. 29 In our study, direct activation of P2X7R through intratracheal instillation of BzATP caused severe AEC I death and LDH release into the alveolar space, supporting the contribution of P2X7R to the pathogenesis of ALI.
There are no standard methods for activating Wnt/b-catenin signaling in the lung, an organ with more than 40 different types of cells. Wnt3a is one of the reported ligands constitutively present in the lung that can activate Wnt/bcatenin signaling in alveolar epithelium. 9 We demonstrated that the activation of Wnt/b-catenin in the lungs by Wnt3a reduced AEC I damage in two rodent models: BzATP-induced ALI in rat and a clinically relevant LPS and MV model in mice. GSK3b inhibitors are other compounds that are used to activate Wnt/b-catenin signaling in mice. These inhibitors attenuate the acute inflammation in blemocycin-and carrageenan-induced ALI. 30 However, they also interfere with other signaling including NFkB and NFAT. Our current findings provide proof-of-concept to manipulate Wnt/b-catenin signaling as an efficient way to limit AEC I death during ALI.
Taken together, we demonstrate that P2X7R induces AEC I death by suppressing Wnt/b-catenin signaling via activating GSK-3b and proteasome. Wnt3a overcomes P2X7R-mediated downregulation of Wnt/b-catenin signaling and prevents AEC I death during the acute phase of ALI/ARDS (Figure 8 ). Our study on Wnt/b-catenin signaling and P2X7R-mediated purinergic signaling provides insights for future drug development and new therapeutic strategies of exploration.
Materials and Methods
Cell culture. E10 cells, a gift from Dr. Mary Williams (Pulmonary Center, Boston University School of Medicine, MA, USA), were cultured in CMRL 1066 supplemented with glutamax, penicillin/streptomycin, and 10% heat-inactivated fetal bovine serum (FBS; Atlantic Biological, Miami, FL, USA). R3/1, a gift from Dr. Roland Koslowski, Technische Universität Dresden, Germany, was maintained in RPMI 1640 complemented with 10% FBS and penicillin/streptomycin. HEK 293 cells (ATCC, Manassas, VA, USA) and HEK293 cells stably expressing rat P2X7R (HEK293-P2X7R), a gift from Dr. Annmarie Surprenant (University of Manchester, Manchester, UK) were maintained in DMEM supplemented with 10% FBS and 100 mM non-essential amino acids. A549 cells (ATCC) were cultured in RPMI 1640 medium containing 10% FBS. H441 cells (ATCC) were maintained in F-12K medium complemented with 10% FBS. Cells were grown at 37 1C in a humidified atmosphere containing 5% CO 2 .
Primary AEC-I-like cells. Primary AEC-I-like cells were obtained by culturing primary AEC II on plastic plates for 7 days. To isolate AEC II, rat lung was perfused using solution II (0.9% NaCl, 0.1% glucose, 30 mM HEPES, 6 mM KCl, 0.1 mg/ml streptomycin sulfate, 0.07 mg/ml penicillin G, 0.07 mg/ml EGTA, 3 mM Na 2 HPO 4 , and 3 mM NaH 2 PO 4 , pH 7.4) to clear the red blood cells. Then the lung was lavaged with solution I (solution II plus 3 mM MgSO 4 and 1.5 mM CaCl 2 ) and digested with elastase (3 units/ml) for 3 Â 12 min at 37 1C. Then, the lung was chopped with a Mcllwain tissue chopper, and the cell suspension was digested with 100 ng/ml DNase I and filtered through 160-and 37-mm nylon mesh once and 15-mm nylon mesh twice. Then cells were seeded on rat IgG-coated polystyrene bacteriological plates twice for 45 and 30 min to remove macrophages. The unattached cells were collected using centrifugation. The isolated AEC II had a purity of 90% and a viability of over 98%. To obtain AEC-I-like cells, AEC II were seeded onto 96-well tissue culture plastic dishes at a density of 1 Â 10 6 cells/plate in MEM with 10% FBS. After overnight culture, the culture media were changed to DMEM supplemented with 10% FBS. The medium was changed every 48 h until day 7.
Preparation of CM. Overexpressing soluble murine Wnt3a/Wnt5a cell lines and control murine L-cell line (ATCC) were maintained in DMEM supplemented with 10% FBS, 1% L-glutamine, and 0.4 mg/ml G418 (Invitrogen, Carlsbad, CA, USA). To obtain Wnt3a-, Wnt5a-, or control (Con)-CM, cells were cultured in fresh growth medium without G418 for 4 days and changed into fresh G418-free medium for additional 3 days. The cultured media were mixed, sterile-filtered, and stored at À 80 1C until use. The activity of Wnt3a_CM was determined by a TOPflash assay performed in 293T cells. Wnt3a_CM normally showed an approximately sevenfold increase in the reporter activity compared with Con_CM.
To concentrate the soluble Wnt3a, 20 ml Wnt3a_CM was reduced into 2 ml 10 Â Wnt3a_CM using an ultrafiltration kit (Millipore, Billerica, MA, USA).
Knockdown of P2X7R in E10 cells. Two adenovirus-based shRNA vectors, si-P2X7R 1 and si-P2X7R, 2 previously constructed in our laboratory were utilized to knockdown P2X7R.
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E10 cells were infected with virus control (si-control), si-P2X7R, 1 and si-P2X7R 2 for 4 days at a multiplicity of infection of 100 before BzATP treatment.
Cell viability and LDH assays. At the end of BzATP (Sigma-Aldrich, St. Louis, MO, USA) treatment, cell viability was assessed using the Cell Viability Assay Kit (Millipore), which measured the activities of mitochondrial dehydrogenases. Data were normalized to the control without any treatment. The release of LDH was measured with a LDH assay kit (Diagnostic Chemicals Inc., Oxford, CT, USA). The values were expressed as a percentage of actual LDH in the medium to the maximal LDH released by freeze-thaw insults.
Western blot. The cells were lysed in M-PER Mammalian Protein Extraction Reagent containing 1% Halt Protease Inhibitor Cocktail (Pierce, Rockford, IL, USA) at 4 1C, followed by sonication and freeze-thaw cycles. The proteins were separated in 10% SDS-PAGE and transferred to nitrocellulose membranes. The membranes were stained with Ponceau-S to view the transfer quality. Then the membranes were blocked for 1 h at room temperature with 5% dried milk in Tris-buffered saline (10 mM Tris/HCl, 100 mM NaCl, and 0.05% Tween; pH 7. Quantitative real-time PCR. Total RNA was extracted from cells or tissues using TRI-Reagent (Molecular Research Center, Cincinnati, OH, USA) following the manufacturer's instructions. RNA was digested with TURBO DNase (Ambion, Austin, TX, USA) to remove the genomic DNA contamination. One microgram of RNA was reverse-transcribed into cDNA using M-MLV reverse transcriptase (Invitrogen), random primers, and oligo dT (Promega, Madison, WI, USA). Realtime PCR was carried out on 7900HT Fast Real-Time PCR System using SYBR Green I detection Master Mix (Eurogentec, San Diego, CA, USA). The primers were designed using the Primer Express software (Applied Biosystems, Foster City, CA, USA) and listed in Supplementary Table 1. PCR involved an initial denaturation step at 94 1C for 5 min, followed by 40 cycles of amplification (94 1C for 30 s, 60 1C for 1 min). A dissociation curve was generated after each PCR to view the specificity of the amplification. All of the data were normalized to 18S rRNA.
Immunofluorescence. E10 cells were cultured on 24-well plastic plates. Before collection, the cells were briefly washed with PBS and fixed with 4% paraformaldehyde for 15 min. After being washed with PBS, the cells were permeabilized with 0.3% Triton X-100 for 10 min and blocked with 10% FBS for 1 h at room temperature. After rinsing, the cells were incubated overnight with primary antibodies against b-catenin (1 : 200). Subsequently, cells were washed with PBS and incubated with Alexa 568-conjugated goat anti-mouse IgG (Invitrogen) for 1 h. Images were acquired using a Nikon Eclipse TE-2000 inverted fluorescence microscope (Nikon Instruments, Melville, NY, USA).
TOPflash assay. E10 cells were seeded in 96-well plastic plates. After reaching 85% confluence, the cells were transfected with 1 ng Renilla luciferase control plasmid phRL-TK (Promega) and 20 ng LEF/TCF reporter plasmid TOPflash (Millipore) or FOPflash (a negative control plasmid for TOPflash, which has mutated LEF/TCF-binding sites) using Lipofectamine 2000 (Invitrogen). After 24 h, cells were treated with 400 mM BzATP for 0-12 h. Dual-luciferase assay was performed using the Dual-Luciferase Reporter Assay System (Promega). Figure 8 A model of P2X7R-induced AEC I death and Wnt3a-mediated protection. Activation of P2X7R by ATP activates GSK-3b and proteasome and leads to the degradation of b-catenin. This causes AEC I cell death. With the addition of Wnt3a, the activity of GSK-3b is inhibited. b-catenin is accumulated in the cytoplasmic and translocated into the cell nucleus, which enhances AEC I cell survival Wnt3a and lung type I cell death Y Guo et al Proteasome activity assay. To measure proteasome activity, 100 mg of cell lysate was diluted with assay buffer (50 mM Tris (pH 7.4), 5 mM MgCl 2 , 2 mM dithiothreitol, and 2 mM ATP) to a final volume of 1 ml and incubated with 50 mM fluorogenic proteasome substrate Suc-LLVY-AMC (AnaSpec, Fremont, CA, USA). Proteolytic activities, reflected by the release of the fluorescent group, 7-amido-4-methylcoumarin (AMC), were continuously monitored in 30 min at 37 1C by a fluorescence plate reader (Spectramax M2, Molecular Devices, Sunnyvale, CA, USA) with excitation and emission wavelengths of 380 and 460 nm, respectively.
Animals. Male C57BL/6N mice (6-8 weeks old) were purchased from Jackson Laboratory (Bar Harbor, ME, USA). Male Sprague-Dawley rats were purchased from Charles River Breeding Laboratories (Wilmington, MA, USA). All the animals were housed and cared for by the Laboratory Animal Resource Unit, Oklahoma State University. Experimental protocols were reviewed and approved by the Institutional Animal Care and Use Committee of Oklahoma State University.
BzATP-induced ALI in rat. Male Sprague-Dawley rats (275-300 g) were divided into four groups (n ¼ 8/group): (1) vehicle (200 ml PBS), (2) BzATP (10 mg/kg b.w. BzATP in 200 ml PBS), (3) BzATP and Wnt3a_CM (10 mg/kg b.w. BzATP in 100 ml PBS, and 100 ml 10X Wnt3a_CM), and (4) BzATP and Con_CM (10 mg/kg b.w. BzATP in 100 ml PBS, and 100 ml 10X Con_CM). Rats were anesthetized with intraperitoneal injection of ketamine (40 mg/kg b.w.) and xylazine (8 mg/kg b.w.). All of the reagents were intratracheally instilled. Twenty-four hours after intratracheal instillation, a tracheotomy was performed. Bronchoalveolar lavage (BAL) was collected by lavaging the right lungs with 10 ml of normal saline. After centrifugation at 380 Â g for 10 min at 4 1C, the cell pellets were resuspended in 1 ml of normal saline. Cell-free BAL and tissue samples of lavaged right lungs were immediately frozen in liquid nitrogen and stored at À 80 1C for subsequent analysis. Unlavaged left lungs were fixed in 4% paraformaldehyde for histological analysis.
LPS-induced ALI in a ventilated mouse model. Male C57BL/6N mice (8 weeks) were divided into four groups (n ¼ 8/group): (1) LPSs from Escherichia coli 055:B5 (0.5 mg/kg b.w.) in 20 ml 10X Wnt3a CM, (2) LPS 0.5 mg/kg b.w. in 20 ml 10X Con_CM, (3) LPS 0.5 mg/kg b.w. in 20 ml normal saline, and (4) Control, without LPS and MV. LPS was intratracheally delivered into the lung. One hour after intratracheal instillation, mice were ventilated with a tidal volume of 12 ml/kg, a rate of 125 b.p.m., and 3 cm H 2 O PEEP for 2.5 h. At the end of ventilation, a tracheotomy was performed. The lungs were lavaged with 1 ml of normal saline three times. BAL was collected and centrifuged at 380 Â g for 10 min at 4 1C. BAL cell pellets were resuspended in 200 ml of normal saline for subsequent analysis. Cell-free BAL fluid and lavaged lung tissue samples were frozen in liquid nitrogen and stored in À 80 1C freezer.
BAL analysis. Protein concentrations in the BAL fluid were determined using a Bio-Rad protein assay (Bio-Rad Laboratories, Hercules, CA, USA). The total number of cells in BAL was counted with a hemocytometer. Differential cell count was performed on the BAL cells visualized with Wright-Giemsa staining. LDH activity in the BAL fluid was determined using a Cytotoxicity Detection kit (Roche Applied Sciences, Indianapolis, IN, USA) using type III L-lactic dehydrogenase (Sigma-Aldrich) as standards.
Western blot for T1a in BAL. For rat samples, BAL fluid (70 ml) was added with 7 ml SDS sample buffer (62.5 mM Tris HCl, pH 6.8, containing 5% 2-mercaptoethanol, 2% SDS, 10% glycerol, and 0.01% bromophenol blue) and heated at 95 1C until 25 ml volume was reached. A monoclonal anti-T1a (1 : 2000, a gift from Dr. Mary C Williams, Boston University) antibody was used as a primary antibody. For mouse samples, BAL fluid (20 ml) was added with 4 ml SDS sample buffer and heated at 95 1C for 10 min. A hamster anti-T1a (1 : 2000, 8.1.1, DHSB, Iowa City, IO, USA) was used as a primary antibody. Films were developed and scanned. The densities of bands were quantified using the ImageJ software (National Institutes of Health, Bethesda, MD, USA (http://rsb.info.nih.gov/ij/)).
Statistical analysis. The results were analyzed using one-way ANOVA with post hoc Tukey's test for multiple comparisons of control and treatment groups, or Student's t-test using GraphPad Prism (version 6). All results were reported as means ± S.E.M. (n ¼ 3-8 for each condition).
